Cotransfection of 293Cre cells with pBHGloxAEl,3 and 
a 'X,ox" shuttle plasmid for generation of Ad expression vectors 
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OLIGONUCLEOTIDES USED IN CLONING 



loxP linker Sequences 

SEQIDNO:! ""I"" (AB3233) 



BamH VBei Q overhang 

loxP sttc 



5' gatccaIataacttcgtatagcatacatta^ 

V GTtrATTGAAGCATATCGTATGTAA TATGCTTCAAT^ 



SEQ ID NO: 2 (AB3234) 



Multiple Cloning Site Sequences 

SEQ ID NO: 3 (AB 14626) saii..^ 

U Sm.t Bfia ^^HmdWlr-^ Sacl ^ / 

5' AATTCCCCGGGAGATCTAAGCTTGAGCTCG 3' 1^ 
^ y G<3<3<3CCCTCTAGATTCGAACTCGAGGAGCT 5' 

^ I ,v«h-^ sgQ ij) ^o: 4 (AB 14627) 



loxP linker Sequences 

Xba I overhang 

SEQ ID NO: 5 (AB6920) ^-^^ / 
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loxP linker Sequences 
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3' GTTATTGAAGCATATCGTATGTAATATGCTTCAATATAGCTACACT 5' 

/ SEQIDNO: 8 (AB14681) 
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CONSTRUCTION OF A CIRCULAR GENOMIC PLASMID 
FOR Ad VECTOR RESCUE USING THE Cre/ loxP SYSTEM 
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CONSTRUCTION OF pAElSPlA & pAElSPlB loxP PLASMIDS 
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CONSTRUCTION OF pMH4LOX, pMH4L0X A and pMH4LOXALINK 
SHUTTLE PLASMIDS FOR RESCUE OF EXPRESSION CASSETTES 
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CONSTRUCTION OF A SHUTTLE PLASMID 
CONTAINING A pUC DERIVED ORIGEN 
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CONSTRUCTION OF pCA36LOX and pCA36LOX A 
SHUTTLE PLASMIDS FOR RESCUE OF LACZ 
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Cotransfection of 293Cre cells with restricted AdLCSc DNA-TP 
and loxP shuttle plasmid for generation of Ad expression vectors 



on 



foreign DNA 
(eg. LacZ) 




I)oly A 



AdLCSc 
DNA-TP 



^ AEl 




Asu II Swa I 



ITR 




AE3 



TP 



jrw,T> insert of 

n i—T T/' foreign DNA 




I 



RESTRICT AdLCSc DNA, 
COTRANSFECT 293CRE CELLS 



ITR 



TP 



Ay^ A El 



AE3 



TP 



Cre mediated site specific 
recombination 



insert of 
Xp foreign DNA 



Aei 



AE3 



DEFECTIVE VIIIAL VECTOR 

Figure 8C 



CONSTRUCTION OF SHUTTLE PLASMIDS EXPRESSING Cre 




Ehel BgUl, Klenow 




Ligate 




MCMV promotof 
Kpn t (S65) 



Sea I (9288] 



or 



HCMV pFOtnoior 



SV40 poJyA 



SV40 polyA 
kjx 

SV40 polyA 




MCMV 

Kpn I (865) 



Sea I (68?U. 



SV40 potyA 
HCWV pfomotor 



SV40 polyA 




Scal+Kpnl 



Scal+Kpnl 




Ligate 




MCMV promotof 



HCMV promolor 



LacZ 



SV40 polyA 

Figure 8D 



Cotransfection of 293 cells with pBHGloxAEl,3 and a "Lox" shuttle 
plasmid expressing Cre for generation of Ad expression vectors 
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CONSTRUCTION OF Ad GENOMIC PLASMID ENCODING CRE 
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CONSTRUCTION OF pAB141ox A 
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CONSTRUCTION OF pFG23dXllox AND pFG23dXlloxc 
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Isolation of a virus containing a mutant fibre gene 
by Cre-lox recombination using DNA-TP and cotransfection 
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Isolation of a virus containing a foreign DNA insert 
upstream of the fibre gene by Cre-lox recombination 
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CONSTRUCTION OF pABl4FL0X FOR ISOLATION 
OF AN AD VIRUS WITH A FLOXED FIBRE GENE 
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Isolation of a virus containing 
a fibre gene with flanking lox P sites 
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